Abstract
lncRNAs could be involved in a variety of cellular processes, including cell cycle regulation, cell differentiation, proliferation, growth, and apoptosis [7] [8] [9] [10] . In addition, lncRNAs have been demonstrated to be associated with various types of cancer, as tumor suppressors or oncogenes [11, 12] . Furthermore, a number of studies have investigated the aberrant expression of lncRNAs in CRC tissues and indicated that lncRNAs might serve as potential prognostic biomarkers and therapeutic targets [13] [14] [15] .
The BRAF-activated non-coding RNA (BANCR), 693 bp in length and located on chromosome 9, is a newly functionally characterized lncRNA. Flockhart and his colleagues firstly observed that BANCR was overexpressed in melanoma cells and played a critical role in melanoma cell migration [16] . Subsequently, numerous studies have shown that BANCR could be involved in a plenty of biological processes, such as cell proliferation, migration, and invasion [17] [18] [19] . In addition, abnormal expression of BANCR has been investigated in various types of cancer such as gastric cancer, retinoblastoma, and non-small cell lung cancer [19] [20] [21] . However, the clinical value of BANCR in CRC is still unclear. In the present study, we investigated the expression of BANCR in CRC tissues and adjacent normal tissues. We then analyzed the relationship of BANCR expression with clinicopathological features, including the overall survival of CRC patients.
Materials and methods

Sample collection
The CRC patients hospitalized at the Sichuan Academy of Medical Sciences and Sichuan Provincial People's Hospital in Chengdu (Chengdu, China) from June 2009 to May 2013 were consecutively recruited. The diagnosis of CRC was confirmed by a pathological examination combined with imaging examination (magnetic resonance imaging, MRI and/or computerized tomography, CT). Patients received treatments prior to radical surgical treatment were excluded. Finally, 106 CRC patients were enrolled. 106 freshly frozen colorectal cancer samples and 65 adjacent normal tissues were collected from the patients before any kind of therapeutic measures, and fresh samples were immediately preserved in liquid nitrogen. All patients were followed up by telephone calls every 3 months from the time of enrollment by personal or family contacts until death or the last time of follow-up. Finally, all the enrolled 106 CRC patients had complete follow-ups. The maximum follow-up time for the patients was 70.0 months (last follow-up in August 2015). During follow-up, 48 patients died from CRC, and the median survival time (MST) was 49.1 months. This study was approved by the ethics committee of Sichuan Academy of Medical Sciences and Sichuan Provincial People's Hospital, and the written informed consent was also obtained from each participant after a clear explanation of study objective.
Quantitative real-time transcription-PCR
Expression of lncRNA BANCR in CRC and adjacent normal tissues were measured. Total RNA was extracted from tissue samples using Trizol reagent (Invitrogen, San Diego, CA, USA) according to the manufacturer's instructions. Total RNA from each sample was quantified and quality was verified using the NanoDrop ND-1000 spectrophotometer (Nanodrop, Wilmington, DE, USA). Total RNA (1 μg) was reverse-transcribed into complementary DNA (cDNA) with a sequence-specific primer and random hexamer primers using the Transcriptor First Strand cDNA Synthesis Kit (Roche, Penzberg, Germany). The sequencespecific primer for lncRNA BANCR was 5′-ACCATAC-CGAAACTTGAG-3′. The reverse transcription was performed at 37 °C for 15 min, then 96 °C for 5 s. The quantitative real-time PCR (qRT-PCR) was carried out using a Roche Light-Cycler (Roche, Basel, Switzerland) and SYBR Green reaction mix (Qiagen, Germany) to detect the level of lncRNA BANCR, with GAPDH mRNA as a normalizing control. The PCR primers for lncRNA BANCR or GAPDH mRNA were as follows: lncRNA BANCR forward: 5′-ACAGGACTCCATGGCAAACG-3′; lncRNA BANCR reverse: 5′-ATGAAGAAAGCCTG-GTGCAGT-3′; GAPDH mRNA forward: 5′-ACCACA-GTCCATGCCATCAC-3′; GAPDH mRNA reverse: 5′-TCCACCACCCTGTTGCTGTA-3′. The qRT-PCR amplification was performed in triplicate reactions under the following reaction conditions: (a) 96 °C for 10 min and (b) 40 cycles of 96 °C for 10 s, 67 °C for 15 s, and 85 °C for 20 s. The relative expression of lncRNA BANCR was calculated and normalized using the delta-delta CT (2 −ΔΔCt ) method relative to GAPDH mRNA. All qRT-PCR reactions were performed in triplicate. The median BANCR expression level was used as a cutoff value to define high or low BANCR expression.
Statistical analysis
All statistical analyses were performed using SPSS 21.0 software (Statistical Package for the Social Sciences, Chicago, USA) and P < 0.05 was considered significant (two-tailed). The Paired-Samples t test was applied to test the differential expression of lncRNA BANCR in cancer tissues compared to adjacent normal tissues. The Chi square test was conducted for assessing differences in clinicopathological characteristics between two groups. The Kaplan-Meier method and log-rank test were used to plot the survival curves and compare the OS rates of patients with different lncRNA BANCR expression levels.
The significance of survival variables was analyzed using the univariate and multivariate Cox regression model.
Results
LncRNA BANCR expression increased in CRC tissues
In order to assess the effect of lncRNA BANCR in CRC, we firstly measured the expression levels of lncRNA BANCR in all 65 CRC tissues and 65 adjacent normal tissues. As shown in Fig. 1 , lncRNA BANCR expression was significantly increased in cancer tissues compared with the paired adjacent normal tissues (P < 0.001).
The relationship between lncRNA BANCR expression and clinicopathological features in CRC patients
To further investigate the relationship between lncRNA BANCR expression and CRC clinicopathological features, we then classified 106 CRC tissues into high and low lncRNA BANCR expression groups according to the median value of all samples (median ΔCT value = 7.89). As shown in Table 1 , the results indicated that lncRNA BANCR expression levels in CRC significantly correlated with lymph node metastasis (P < 0.001). However, lncRNA BANCR expression did not correlate with other clinicopathological features, such as age (P = 0.430), gender (P = 0.558), tumor size (P = 0.556), differentiation (P = 0.672), venous invasion (P = 0.115), depth of invasion (P = 0.115), and location (P = 0.846).
Upregulation of lncRNA BANCR associated with poor prognosis of CRC patients
In order to evaluate the prognostic value of lncRNA BANCR expression in CRC patients, we finally conducted the Kaplan-Meier analysis and log-rank test to investigate the association between lncRNA BANCR expression levels and overall survival (OS) of CRC patients. As shown in Fig. 2 , patients with high lncRNA BANCR expression levels displayed significantly lower OS rates than those with low lncRNA BANCR expression levels (P = 0.001). In the group of patients with lymph node metastasis, we found the similar result that the OS rates were significantly lower in patients with high lncRNA BANCR expression levels than those with low lncRNA BANCR expression levels (P = 0.004). However, this association was not found in the group of patients without lymph node metastasis (data not shown).
In addition, we used the univariate Cox regression model analysis and found that the tumor size (P = 0.012), depth of invasion (P = 0.025), lymph node metastasis (P < 0.001), and lncRNA BANCR expression (P = 0.001) were the prognostic factors of CRC patients (Table 2) . Furthermore, the multivariate Cox regression model analysis indicated that high expression of lncRNA BANCR was an independent poor prognostic factor in CRC patients (HR 2.24, 95% CI 1.22-4.16, P = 0.009), regardless of tumor size, depth of invasion, and lymph node metastasis (Table 3 ). 
Discussion
To our best of knowledge, this is the first study to clarify the expression and clinical value of BANCR in CRC. In our findings, lncRNA BANCR was highly expressed in CRC tissues and positively correlated with the lymph node metastasis. In addition, high expression of lncRNA BANCR was an independent poor prognostic factor in CRC patients. Up to now, increasing evidence has suggested that lncRNAs, the non-coding RNAs with the length more than 200 nucleotides, could be involved in CRC pathogenesis [22, 23] . For example, Niu and his colleagues investigated that 71 lncRNAs were up-regulated and 64 lncRNAs were down-regulated in CRC tissues compared with colorectal adenoma tissues, and lncRNA AK027294 closely correlated with colorectal cells proliferation, migration, and apoptosis [24] . Lian et al. found that overexpression of lncRNA HOTTIP was collated with an advanced pathological stage and a larger tumor size, and further functional analyses revealed that HOT-TIP promoted CRC growth partially via silencing of p21 expression [25] . In addition, Zhao et al. demonstrated that plasma HOTAIR and CCAT1 could be used as a predictive biomarker for CRC screening [26] . Furthermore, another study reported that up-regulated lncRNA HOTAIR expression in primary tumors and in blood of CRC was associated with unfavorable prognosis of CRC, and HOTAIR blood levels could serve as surrogate prognostic biomarker in CRC [27] . However, not much was known about the clinicopathologic and prognostic significance of lncRNA BANCR expression in CRC.
Since Flockhart et al. firstly observed that BANCR was overexpressed in melanoma cells and knocking down BANCR expression could inhibit melanoma cell mobility [16] , numerous studies had been conducted to explore the biological effects and clinical value in various types of cancer. For example, Zhang et al. reported that BANCR was highly expressed both in gastric tumor tissues and in cancer cells, and it could promote gastric cancer cells proliferation via regulation of NF-κB1 [17] . Meanwhile, Li et al. showed that BANCR was abnormally increased in both human malignant melanoma cell lines and tissues, and BANCR knockdown could significantly inhibit cancer cells proliferation by inactivating MAPK pathway [28] . In addition, Guo et al. similarly found that BANCR was frequently up-regulated in CRC tissues and cancer cell lines and significantly correlated with the lymph node metastasis and tumor stage of CRC [29] . Further study revealed that BANCR could induce the epithelialmesenchymal transition through an MEK/extracellular signal-regulated kinase-dependent mechanism, and thus had the migratory effects [29] . These data suggested a tumor-promoting role of BANCR. However, other studies have shown the inconsistent results. One study found that down-regulation of BANCR could induce CRC cell growth in vitro and in vivo through the regulation of p21 protein [18] . Jiang et al. [30] and Sun et al. [21] both reported that knockdown of BANCR expression could Fig. 2 Kaplan-Meier survival curves of patients with CRC based on lncRNA BANCR expression. a Kaplan-Meier overall survival curves of patients with CRC based on BANCR expression. CRC patients in the high BANCR expression group had significantly lower overall survival rates than those in the low BANCR expression group (log-rank test P = 0.001). b Kaplan-Meier overall survival curves of CRC patients with the lymph node metastasis based on BANCR expression. CRC Patients with lymph node metastasis in the high BANCR expression group had significantly lower overall survival rates than those in the low BANCR expression group (log-rank test P = 0.004) promote lung cancer cells proliferation and migration in vitro. The differential expression and effects of BANCR in different types of cancer may be attributed to the variation of local tumor microenvironment and molecular pathways. In order to clarify the expression and clinical value of BANCR in CRC, we measured the expression levels of lncRNA BANCR in 65 pairs of CRC and adjacent normal tissues, and the results showed that lncRNA BANCR expression was significantly increased in cancer tissues compared with the paired adjacent normal tissues.
Furthermore, we investigated the relationship between lncRNA BANCR expression and CRC clinicopathological features, and the results indicated that lncRNA BANCR expression levels in CRC significantly correlated with the lymph node metastasis.
So far, several studies also evaluated the prognostic value of lncRNA BANCR expression and suggested BANCR was an independent prognostic factor in several types of cancer. Li et al. detected the BANCR expression levels in 184 gastric cancer tissues and found that overexpressed BANCR was significantly associated with the clinical stage, tumor depth, lymph node metastasis and distant metastasis in gastric cancer patients, and further survival analysis indicated that up-regulated BANCR was an independent unfavorable prognostic factor of gastric cancer [20] . Su et al. also proved that high expression of BANCR was a poor independent prognostic factor for retinoblastoma patients by measuring 60 retinoblastoma samples [19] . However, Sun et al. [21] reported that down-regulated BANCR positively correlated with larger tumor size, advanced pathological stage, metastasis distance, and was an independent unfavorable prognostic factor of non-small cell lung cancer. In order to assess the prognostic value of BANCR expression in CRC patients, we further conducted the Kaplan-Meier analysis and multivariate Cox regression model analysis to find the correlation between BANCR expression levels and OS of CRC patients, and the results were consistent with Li et al. and Sun et al. CRC patients with high BANCR expression had a shorter OS, which meant high expression of BANCR was an independent poor prognostic factor in CRC patients.
In conclusion, our study provided the first evidence that upregulation of BANCR may be associated with the lymph node metastasis and poor survival of CRC. However, extensive functional researches and additional well-designed studies with different ethnic groups are warranted to confirm and extend our findings. 
